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Translation of Claim 1 
2. Claims 

(l) A method for automatically analyzing and measuring a total 
concentration of a bile acid in blood serum, comprising- 

adding an enzyme reagent solution A and an enzyme reagent 
solution B to a sample blood serum, the enzyme reagent solution A being a 
buffer solution of pH 6.5 to 7.5 containing 0.2 to 10.0 unit/ml of 
NAD H2— dependent diaphorase, 1.0 x 10"^ to 10.0 x 10'^ M nicotinamide 
adenine dinucleotide, and 0.05 to 0.5 mg/ml of nitroblue tetrazolium, the 
enzyme reagent solution B being a buffer solution of pH 6.5 to 7.5 
containing 0.1 to 1.0 unit/ml of 3a— hydroxysteroid dehydrogenase; and 

measuring an increase per unit time in absorbance at a 
characteristic absorption band of diformazan that is formed by a reaction in 
which a bile acid acts as a substrate. 

Translation of page 556. upper risht column, lines 2— 12 

On the other hand, in the enzyme colorimetry, a total concentration 
of a bile acid in blood is determined as follows. When a bile acid (3a— 
hydroxysteroid) was converted into 3— ketosteroid by the action of 
3a— hydroxysteroid dehydrogenase (3a— HSD), nicotinamide adenine 
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dinucleotide (NAD) is converted into NADH -H H^. In the presence of 
diaphorase, NADH + is further converted into NAD while nitroblue 
tetrazolium (NBT) is converted into diformazan. The total bile acid 
concentration in blood is determined from the increase in absorbance due to 
the generation of diformazan. 
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Abstract of JP60214900 

PURPOSE:The concentration of bile acid as a substrate Is determined by calculating the change rate 
in absorptivity of the characteristic absorption of diformazan which is formed by the reaction In the 
enzyme colorimetry. 

CONSTITUTION:The serum to be assayed is combined with (A) a buffer solution containing NADH2- 
dependent diaphorase, nicotinamide adenine dinucleotide and nitrobule tetrazolium and (B) another 
buffer solution containing 3alpha-hydroxysteroldaldehyde dehydrogenase. The total bile acid 
concentration In serum as the test specimen is determined from the change rate of the absorptivity in 
the characteristic absorption (540nm) of diformazan formed by the reaction. 
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